. Complementary bipartite ASOs can bind to the discontinuous sequences that flank the tau hairpin: effect of linker/spacer nucleotides. EMSA shows the extent of hybridization of DNA ASOs to the tau hairpin-containing RNA sequence. The ASOs tested here were designed against the linearly discontinuous sequences that flank the hairpin with 0, 1 or 2 adenosine spacers to bridge the flanking sequences. Spacer length makes no apparent difference: all 3 ASOs bound to the tau RNA completely at 1:1 concentration (500 nM). Figure S3 . RNA complementary ASO can bind to the discontinuous sequences that flank a mutated tau hairpin. EMSA showing the extent of hybridization of 9-1A-10 RNA to a mutated tau hairpin RNA, in which the stem region was altered to completely remove complementarity (see Materials and Methods). 500 nM of scrambled, 9-1A-10 or E10B RNA were bound to 500 nM tau hairpin RNA (lanes 1-4) or the mutated tau hairpin RNA (lanes 5-8). Hybridization was analyzed by non-denaturing acrylamide gel electrophoresis and SYBR Gold staining under UV light. Figure S4 . EMSA testing the effect of ethylene glycol (egl) linker length on hybridization of PNA molecules to tau hairpin RNA. PNAs with 0, 1 , 2 and 3 egl units were examined. Figure S5 . In vitro splicing of a tau splicing unit comprising exon 10, intron 10 (shortened) and exon 11. Products from the in vitro splicing reactions were purified by phenol / chloroform precipitation and amplified by reverse transcription PCR. Different concentrations of 9-1A-10 ASO were added to this step to check whether the ASO inhibits the reverse transcription step in the PCR reaction. Unspliced RNA and spliced products were visualized by 8% acrylamide gel electrophoresis and SYBR Gold staining under UV light. Real-time PCR -endogenous GAPDH GAPDH f 5' GCCTTCCGTGTCCCCACTGC 3' GAPDH r 5' CAATGCCAGCCCCAGCGTCA 3' Site directed mutagenesis for tau minigene 5X stem mutant f 5' GGCGGCAGTGTGAGTACCTCTGTATGTCCCATGCGCCGT 3' 5X stem mutant r 5' ACAGCACGGCGCATGGGACATACAGAGGTACTCACACTG 3'
